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Fig. S1. Chk2 is required for DNA damage-induced autophagy. S1 . Chk2 is required for DNA damage-induced autophagy. (A) HEPG2 cells stably expressing EGFP-mCherry-LC3B were treated with cisplatin (10μm or 20μm, 24h) and/or chloroquine (CQ) (50μm, 2h). Green (EGFP) and red (mCherry) fluorescence were analyzed by confocal microscopy (40×). Representative images are shown. Scale bar, 10μm. (B) The number of red and green puncta per cell in (A) were quantified in five random areas for each experiment. Data are presented as mean ± SD. **p<0.01, ***p<0.001. NS stands for no significant change. Statistical analyses were performed with the Student's t-test. (C) HEPG2 cells were treated with vehicle or the indicated concentrations of etoposide. After 24h, cells were lysed, and Western blot was performed with the indicated antibodies. (D) HEPG2 cells were treated with the indicated concentrations of etoposide. After 24h, cells were lysed, and western blot was performed with the indicated antibodies. (E-K) HEPG2 cells (E) or A549 cells (F-K) were treated with 20μm cisplatin or etoposide and/ or several DDR inhibitors (as indicated, 100nm ATR inhibitor (VX-970) (E, F), 10μm ATM inhibitor (Ku55933) (G), 10μm Chk1 inhibitor (CCT245737) (H, I) or 10μm CHK2 inhibitor Lysates from A549 cells were subjected to immunoprecipitation with control IgG or anti-CHK2 antibody. The immunoprecipitates were then blotted with the indicated antibodies. (B) Lysates from A549 cells treated with cisplatin for 24h were subjected to immunoprecipitation with control IgG or anti-CHK1 antibody. The immunoprecipitates were then blotted with the indicated antibodies. (C) HEK293T cells were transfected with Flag-CHK2, treated with 20μm cisplatin, and then cell lysates were incubated with Sepharose beads coupled with either GST or GST-FOXK1. After washing, proteins bound to sepharose were blotted with indicated antibodies. (D) HEK293T cells were transfected with Flag-CHK2, treated with 20μm cisplatin, and then cell lysates were incubated with Sepharose beads coupled with either GST or GST-FOXK2. After washing, proteins bound to sepharose were blotted with indicated antibodies. (E) HEK293T cells were transfected with Flag-CHK2, and then treated with 20μm cisplatin and/or 10μm ATM inhibitor (Ku55933). After 24h, cells were lysed and purified using anti-HA-agarose beads. The immunoprecipitates were then blotted with the indicated antibodies. (F) HEK293T cells were transfected with Flag-CHK2, and then treated with vehicle or 20μm cisplatin. After 24h, cells were lysed and purified using anti-HA-agarose beads. One of the samples received additional treatment with λ-phosphatase (λPPase). The immunoprecipitates were then blotted with the indicated antibodies. (G) HEK293T cells transfected with empty vector, HA-Flag-CHK2 WT or HA-Flag-CHK2 T68A mutant were treated 20μm cisplatin for 24 and purified using anti-HA-agarose beads. The immunoprecipitates were then blotted with the indicated antibodies. Fig. S5. FOXK phosphorylation (FOXK1 at S130 and FOXK2 at S61) is essential for DNA damage-induced autophagy. (A) Specific siRNAs mediated depletion of 14-3-3γ in HEPG2 cells were treated with 20μm cisplatin and/or chloroquine (CQ) as indicated and then were lysed. Western blot was performed with the indicated antibodies. (B) cells were treated with cisplatin, chloroquine or R18 alone or combined together as indicated for 24h and then were lysed. Western blot was performed with the indicated antibodies. (C) cells depleted of endogenous FOXK and stably expressing HA-FOXK WT or HA-FOXK SA were treated with vehicle or 20μm etoposide. Western blot was performed with the indicated antibodies. 
